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[57] ABSTRACT 

Novel methods for the treatment of tissue damage resulting 
from cell membrane permeabilization due to electrical injury 
are disclosed. Such methods include treatment with a sur 
face active copolymer which is herein shown to promote 
membrane repair. The administration of Poloxamer 188 is 
shown to reduce tissue in?ammation and damage following 
electrical injury in vivo. Also disclosed are methods for the 
treatment of cell and tissue damage after electrical injury 
using a surface active copolymer in combination with a high 
energy phosphate compound capable of recharging cellular 
energy stores and potentiating cell repair and survival. 
Compositions comprising surface active copolymers for 
intravenous, intramuscular, and topical use are also dis 
closed, along with novel compositions comprising a com‘ 
bination of a surface active copolymer and a high energy 
phosphate compound. 

10 Claims, 6 Drawing Sheets 
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METHODS AND COMPOSITIONS OF A 
POLYMER (POLOXAMER) FOR REPAIR OF 

ELECTRICAL INJURY 

This application is a continuation of application Ser. No. 
07/884,429, ?led May 15, 1992 now abandoned. 

BACKGROUND OF THE INVENTION 

1. Field of the Invention 

The present invention relates generally to the treatment of 
electrical injury. The invention is directed to methods and 
compositions for the treatment of cell membrane damage 
and tissue injury caused by the disruption of cell membrane 
integrity following electrical injury. In particular, the inven 
tion concerns the treatment of tissue damage and the 
enhancement of cell survival through the sealing of perme 
abilized cell membranes by administering an effective 
amount of a composition comprising a surface-active 
copolymer, and more preferably, through the eo-administra 
tion of a surface~active copolymer and a high energy phos 
phate compound. 

11. Background of the Invention 
A high percentage of major electrical trauma victims 

suffer extensive tissue necrosis, high-level amputations and 
become permanently disabled (DiVincenti et al., 1969). 
Among electrical utility workers in the United States, the 
majority of shock victims experience hand-to-hand or hand 
to-foot contacts between 6 and 10 kv. Electrical shock 
simulations by computer suggest that with perfect electrical 
contacts such circumstances can produce electric ?eld 
strengths in upper extremity tissues ranging between 60 and 
160 V/cm (Tropea & Lee, l992). Fields of this magnitude 
can produce skeletal muscle and peripheral nerve membrane 
damage through electroporation (Lee & Kolodney, 1987b), 
Joule heating (Lee & Kolodney, 1987a; Lee et al., 1988), or 
a combination of both. 

Skeletal muscle and peripheral nerve necrosis appears to 
be the primary cause of the high amputation rates associated 
with electrical trauma. In cases of high-voltage electrical 
trauma, loss of structural integrity of the cell membrane is 
believed to be a central pathophysiologic event (Lee & 
Kolodney, 1987a; Lee & Kolodney, 1987b; DiVincenti et al., 
1969; Tropea & Lee, 1992). Membrane damage is often 
manifested by the release of intracellular contents into the 
intravascular space, which is, indeed, one of the clinical 
hallmarks of major electrical trauma. It has been postulated 
that in the majority of electrical injury victims, cell mem 
brane permeabilization is the most important event in these 
necrotic processes (Tropea & Lee, 1992; Bhatt et al., 1990; 
Jafl‘ee, 1928). 

‘Membrane permeabilization’ is the production of discrete 
openings at numerous sites in cell membranes. The conse 
quences of membrane permeabilization are numerous, and 
include loss of cytoplasm and some of the contents thereof, 
disruption of ionic concentration gradients, and depletion of 
intracellular energy stores. Cells which suffer cell membrane 
permeabilization may thereafter die and the tissue will 
subsequently undergo necrosis. One of the consequences of 
the permeabilization is concomitant egress of the contents of 
the cell, and without some means of potentiating the repair 
of the openings, cell survival rates can often be unacceptably 
low. 

One of the more serious consequences of cell membrane 
permeabilization is the signi?cant depletion of intracellular 
energy stores. Under normal circumstances, cells maintain a 
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high level of ATP by using oxidizable substrates as sources 
of free energy. Following permeabilization, a considerable 
amount of cellular energy would be expended in an attempt 
to maintain intracellular ionic balances despite the efllux of 
ions through the permeabilized cell membrane, according to 
their concentration gradients. During this period of imbal 
ance, the ATP demand will increase to fuel the repair 
processes, but the intracellular reactions which regenerate 
ATP stores will be inhibited, leading to a further depletion of 
the cellular ATP stores. This can render the cell unable to 
re-establish appropriate ionic gradients across the mem‘ 
brane, prevent it from functioning normally, and ultimately 
lead to cell death. 

A system in which such a depletion of ATP has been well 
demonstrated is in animals suifering hemorrhagic shock. It 
has been demonstrated that administration of ATP<MgCl2 
before, during, and even after a period of severe shock in rats 
had a bene?cial effect on the animals’ survival. The ATP was 
administered along with the MgCl2 in order to prevent 
chelation of divalent cations from the vascular system by 
ATP administered alone. Furthermore, MgCl2 inhibits the 
deamination and dephosphorylation of ATP. Thus, by admin» 
istering equimolar amounts of ATP and MgCl2, a higher 
concentration of ATP will be available to the tissues than if 
the ATP were administered alone. The results of this study 
suggested that the bene?cial action of ATP-MgCl2 may not 
have been through vasodilation alone, and it was postulated 
that the administered ATP could have a “priming effect" on 
the intracellular synthesis of ATP (Chaudry et al., 1974). 
The actual method of cell membrane repair in vivo 

remains unknown, although researchers have made some 
inroads toward understanding the mechanisms involved. 
Calcium ions have been implicated, through both in vitro 
and in vivo studies, as having a critical role in membrane 
fusion and repair (Aldwinckle et al., 1982; Papahadiopoulos 
et al., 1990; McNeil, 1991). Membrane and cytoskeletal 
proteins, including spectrin, dystrophin, and actin may also 
be actively involved in the maintenance and repair of the cell 
membrane in vivo (McNeil, 1991). It has also been sug 
gested that chemical factors may play a signal-like role in 
wound healing at the cellular level (McNeil, 1991). 

Unfortunately, no immediately effective method for treat 
ing such injuries currently exists. Also, although methods 
have been described which reduce the deleterious effects of 
cell membrane permeabilization, each suffers from particu 
lar limitations. The addition of serum to cells permeabilized 
through the use of electrical pulses has been shown to 
enhance cell survival (Bahnson & Boggs, I990). However, 
serum proteins do not effectively reach damaged cells in 
vivo. Accordingly, there is a currently lack of a safe and 
effective method of treating the tissue damage which results 
from electrical injury. 
As membranes form spontaneously when surfactants 

(amphiphiles) are mixed in an aqueous solvent at sufficient 
concentration, the inventor hypothesized that it may be 
possible to seal damaged cell membranes by exposing them 
to adequate concentrations of a non-cytotoxic non-ionic 
surfactant. 

Several biomedical applications of surface active copoly 
mers, and in particular poloxamers, have been described. 
These include use as an agent in the preparation of stable and 
concentrated antiserum, as an emulsifying agent, as a wet 
ting agent in an antiseptic skin cleaning formulation (Rode 
hcaver et al., 1980), as an enhancer of drug or antibiotic 
levels in the blood, and as a tool in the study of tumor 
metastasis (Schmolka, 1977). 
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Speci?cally, poloxamer 188 has been used as an emulsi 
fying agent since the 1950s. Initially it was used as a 
surfactant to protect red blood cells in the membrane oxy 
genators of early model cardiopulmonary bypass machines, 
and was shown to prevent hcmolysis and lipid embolism. It 
has been used as an emulsifying agent in foods, oral drugs 
and cosmetics and is an FDA-approved food additive. 
Poloxamer 188 has been shown to block the adhesion of 
?brinogen to hydrophobic surfaces and the subsequent adhe~ 
sion of platelets and red blood cells. It is currently an 
FDA-approved surfactant in the synthetic blood replacement 
[lusol (Check & Hunter, I988; see also US Pat. Nos. 
4,879,109; 4,897,263; and 4,937,070; each incorporated 
herein by reference. 
As mentioned above, there is a particular need for a safe 

and effective method of treating electrical injury victims. 
Because cell membrane permeabilization is an important 
factor leading to tissue necrosis after electrical injury, this 
suggests that effective therapy for victims of electric shock 
should re-establish cell membrane structural integrity. A 
method which addresses the problems of permeabilization 
and energy store regeneration associated with such an injury 
would be a particularly novel and advantageous develop 
ment in this field. 

SUMMARY OF THE INVENTION 

The present invention is directed to methods and compo 
sitions for the treatment of cell membrane damage and tissue 
injury caused by the disruption of membrane integrity 
following electrical injury. The invention particularly con 
cerns a method for reducing cellular necrosis and tissue 
damage through the sealing of permeabilized cell mem 
branes. This is achieved by the administration of an effective 
amount of a composition comprising a surface-active 
copolymer, and preferably, through the co-administration of 
a surface-active copolymer and a high energy phosphate 
compound. 

This invention is based upon recognition of the critical 
importance of maintaining cell membrane integrity in order 
to prevent tissue damage, particularly following electrical 
injury. The invention embodies a collection of methods 
whereby cell membrane damage can be either minimized or 
more rapidly repaired through the use of pharmaceutical 
compositions containing a surface active copolymer, such as 
a poloxamer. The present invention also recognizes the 
potential for enhanced recovery of damaged tissue where 
one desires to re-establish cell membrane integrity as rapidly 
as possible. 

The present invention is thus generally directed to meth‘ 
ods of treating electrical injury tissue damage resulting, at 
least in part, from permeabilization of the membranes of the 
cells which make up the damaged tissue. The administration 
of an effective amount of a pharmaceutical composition of 
a surface active copolymer, and preferably, a poloxamer, 
constitutes such a method. 

Further aspects of the present invention embody the 
unique realization that high energy phosphate compounds 
can potentiate the bene?ts which result from membrane 
repair by re-establishing cellular energy stores and restoring 
metabolic functions. In such preferred embodiments, the 
invention concerns the co-administration of a surface active 
copolymer in combination with a high energy phosphate 
compound which can potentiate the healing process. Suit 
able high energy phosphate compounds are contemplated to 
be, for example, ATP-MgCl2 or phosphocreatine. 
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Depending upon the nature of the injury and the copoly 

mer used, the pharmaceutical composition containing the 
copolymer, or copolymer and high energy phosphate com 
pound, may be administered topically, intravenously, intra 
muscularly or subcutaneously. 

It is contemplated that the surface active copolymer will 
preferably comprise a poloxamer with a molecular weight of 
at least 2,000 and not more than 20,000 Daltons. More 
preferably, the poloxamer’s hydrophobic group will have a 
molecular weight of approximately 950—4,000 Daltons, and 
its hydrophilic groups will constitute approximately 
45-95% by weight of the poloxamer. In a particularly 
preferred embodiment, the hydrophobic group will have a 
molecular weight of l,750—3,500 Daltons, and the hydro 
philic groups will constitute approximately 50—90% by 
weight of the poloxamer. As will be presented in further 
detail below, the molecular weight of the poloxamer itself 
and of the hydrophobic group, and the relative weight of the 
hydrophilic group are critical in determining the physical 
properties of the poloxamer, the more important of which 
include its solubility in water and its characteristics when 
interacting with hydrophobic groups in the cell membrane. 

In even more preferred embodiments, it is contemplated 
that a high energy phosphate compound will be co-admin 
istcred with the surface active copolymer. This allows for 
concomitant re-establishment of the cellular energy charge 
along with repair of the cell membrane, enhancing cell 
survival following the electrical injury. For example, 1% 
w/v ATP and 1% w/v MgCl2 may be co-administcred with 
a poloxamer composition. In an alternative preferred 
embodiment, approximately 10% w/v phosphoereatine, a 
phosphoric acid derivative of creatine which contains an 
energy-rich phosphate bond, may be used in place of ATP 
MgCl2 as the high energy phosphate compound. Intramus 
cular injection is also appropriate, with a poloxamer con 
centration of l—l0% w/v, and, in a preferred embodiment, 
ATP at a concentration of 1% w/v and MgCl2 at a concen 
tration of 1% w/v, or phosphocreatine at a concentration of 
approximately 10% w/v. 

BRIEF DESCRIPTION OF THE DRAWINGS 

FIG. 1: Apparatus used to measure membrane permeabil 
ity on isolated rat skeletal muscle cells [N.D.——-Neutral 
Density ?lter; PD—photodetector; PMT—pl1otornultiplier 
tube]. 

FIG. 2: Carboxy?uorescein release from isolated l000>< 
30 micron (average lengthxdiameter) rat Iicxor digitorum 
brevis skeletal muscle cells (n:6) following a single 200 
volt/cm, 4-ms duration ?eld pulse. The cells were preincu 
bated in CaH-free PBS with 1.5 mM MgCl2, 25 mM Hepes 
buffer, and 20 pM carboxy?uorescein diacetate (CFDA) for 
2 hours. The cells were then incubated in the same solution 
without CFDA for 30 minutes, transferred to a custom 
microscope stage chamber (Bhatt et al., 1990) containing the 
buffered MgH-PBS, then exposed to ?eld pulse. The ?eld 
pulse (E) was delivered at t=5 minutes. The intracellular 
carboxy?uorescein was excited at 480 nm and the emission 
at 520 nm was quanti?ed by digital imaging processing 
methods as described by Ji 8L Lee (1990). The procedure was 
repeated using PBS supplemented with either 8 mg/ml 
neutral dextran (10.1 kDa, Sigma Chemical, St. Louis, Mo), 
or 8 mg/ml poloxamer 188 (BASE Corp., Parsippany, N.J.). 

FIG. 3: Apparatus for measuring muscle impedance mag 
nitude (@100 Hz) with the rat biceps femoris island muscle 
?ap in the apparatus. 
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FIG. 4: Normalized resistivity for flaps immediately post_ 
electroporation. Treatment groups shown are: one hour 
following intravenous saline infusion, one hour following 
intravenous dextran infusion, one-hour following intrave 
nous poloxamer infusion, and immediately post-electropo 
ration in animals pretreated with poloxamer. 

FIG. 5: Plot of membrane impedance versus time for four 
experiments at 1:0; 60 field pulses (shocks) were given, 
separated by 10 seconds. Muscle impedance was recorded 
before and after the shocks were administered. 

FIG. 6: Histophotomicrograph of skeletal muscle which 
received electrical shock and was then treated (a) by intra 
venous saline injection; and (b) by P188 administration; 
bars=l00 urn. 

DETAILED DESCRIPTION OF THE 
PREFERRED EMBODIMENTS 

It has been postulated that the appearance of surfactant 
molecules on earth several billion years ago was one of the 
critical events which made life possible (Horgan, l99l). In 
an aqueous environment surfactants possess the ability to 
self~assemble into electrically insulating membranes, mem 
branes which permit ionic compartmentalization. Several 
common, serious illnesses are related to the loss of cell 
membrane integrity, among them post-ischemic tissue re 
perfusion injuries, ionizing irradiation injuries, and “burns” 
of a chemical or thermal nature. Electrical shock injury is the 
clinical paradigm for these disorders. Advances in clinical 
medicine over the past two decades have focused on the 
correction of the physiologic consequences of these injuries 
at the tissue and organ system level. The next important step 
is correction of the underlying eytopathology. Progress 
toward more effective clinical intervention depends upon the 
development of an effective approach to cell membrane 
repair. 

Victims of major electrical trauma frequently suffer exten 
sive skeletal muscle and nerve damage which is postulated 
to be mediated partly by cell membrane permeabilization. 
The present inventor reasoned that effective therapy for 
victims of electric shock should re-establish cell membrane 
structural integrity, and preferably, should also provide a 
means for promoting cellular energy store regeneration. The 
present invention is therefore directed to a blood-compatible 
surfactant for sealing electroporated muscle membranes. 

In a simplistic model of membrane repair it could be 
postulated that upon permeabilization (opening at numerous 
sites) of the cell membrane, both the hydrophobic region of 
membrane protein and the hydrophobic moieties, tails of the 
membrane’s lipid bilayer are exposed to the more polar, 
aqueous environments of the extracellular fluid and the cell 
cytoplasm. Cytoskeletal elements typically located at or near 
the internal layer of the cell membrane might be expected to 
react in such a way as to form at least a partial barrier to the 
escape of intracellular organelles and compartments. How 
ever, ions would be expected to both escape from and enter 
into the cell down their concentration gradients, and other 
small molecules to pass through the patencies. In fact, if the 
extent of the damage to the cell membrane were severe, it 
could be envisioned that a significant amount of cytoplasm, 
including macromolecules and small organelles, may leak 
out of the cell. 

The lipid molecules in the membrane bilayer nearest the 
openings would be expected to respond to exposure to the 
polar environment by reorienting themselves such that their 
hydrophilie head groups would turn toward the polar solu 
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tion at the point of exposure. This would isolate the hydro 
phobic tails of the lipid molecules within the membrane 
from the aqueous intra- and extracellular space. Membrane 
fusion and repair of the patencies would occur as the newly 
formed hydrophilic edges of the patencies move into appo» 
sition to each other (Behr ct al., 1989). A method whereby 
such a mechanism could be potentiated, especially if the 
method provided the means for restoring the permeabilized 
cells’ energy charge, would represent an important advance 
in the treatment of injuries involving cell membrane perme~ 
abilization. 

Surface active copolymers, or block polymer nonionic 
surfactants, are surface active agents prepared by the 
sequential addition of two or more alkylene oxides to a low 
molecular weight water soluble organic compound contain» 
ing one or more active hydrogen atoms. There are four 
groups of surface active copolymers of particular impor» 
tance with regard to the present invention: the poloxamers, 
the meroxapols, the poloxamines and the PLURADOT® 
polyols. There is a certain amount of intergroup variation 
with respect to the polymer’s synthesis, although in all 
syntheses the oxyalkylation steps are carried out in the 
presence of an alkaline catalyst, generally sodium or potas 
sium hydroxide. The alkaline catalyst is then neutralized and 
typically removed from the final productv 
The poloxamers are synthesized by the sequential addi> 

tion of propylene oxide, followed by ethylene oxide, to 
propylene glycol, which in the case of the poloxamers 
constitutes the water-soluble organic component of the poly 
mer. The inner polyoxy-propylene glycol is the hydrophobic 
portion of the poloxamer. This is due to the fact that this 
group changes from a water-soluble to a water-insoluble 
polymer as the molecular weight goes above 750 Daltons. 
Adding ethylene oxide in the ?nal step makes the molecule 
water-soluble. 

In preferred embodiments, the invention contemplates the 
use of a poloxamer with a molecular weight of at least 2,000 
and not more than 20,000 Daltons. This molecular weight 
range is important in maintaining the appropriate solubility 
of the poloxamer in water while minimizing or eliminating 
any potential toxicity. Furthermore, the poloxamer‘s hydro 
phobic group should have a molecular weight of approxi 
mately 950—4,000 Daltons, and its hydrophilic groups 
should constitute approximately 45-95% by weight of the 
poloxamer. More preferably, the hydrophobic group should 
have a molecular weight of l,750—3,500 Daltons, and the 
hydrophilic groups should constitute 50—90% by weight of 
the molecule. As will be discussed in greater detail below, 
the relative amounts of hydrophile and the molecular weight 
of the hydrophobe are critical to several of the poloxamer’s 
properties, including its solubility in water and its interac 
tions with hydrophobic groups, and the ranges taught in the 
present invention provide the maximum e?’eetiveness cur 
rently known while minimizing or eliminating toxicity. 
When the order of addition of the alkylene oxides is 

reversed, the meroxapol series is produced. In this series, 
ethylene glycol is the initiator, and as opposed to the 
poloxamers, which are terminated by two primary hydroxyl 
groups, the meroxapols have secondary hydroxyl groups at 
the ends and the hydrophobe is split in two, each half on the 
outside of the surfactant. 

The poloxamines are prepared from an ethylene diamine 
initiator. They are synthesized using the same sequential 
order ofaddition of alkylene oxides as used to synthesize the 
poloxamers. Structurally, the poloxamines differ from the 
other polymers in that they have four alkylene oxide chains, 
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rather than two, since four activc hydrogens are present in 
the initiator. They also differ from the other surfactants in 
that they contain two tertiary nitrogen atoms, at least one of 
which is capable of forming a quaternary salt. The polox 
amines are also terminated by primary hydroxyl groups. 

The PLURADOT® polyols can be prepared from a low 
molecular weight trifunctional alcohol, such as glycerine or 
trimethylpropane, which is oxyalkylated initially with a 
blend of propylene and ethylene oxides, but primarily with 
propylene oxide, to form the hydrophobe. This is followed 
by oxyalkylating with a blend of ethylene and propylene 
oxines, but primarily ethylene oxide, to form the hydrophile. 
This group of surfactants has three chains, one more than the 
poloxamer and meroxapol series, but one less than the 
poloxamine polymers. 
The hydrophilic and hydrophobic chains of the surface 

active copolymers each have unique properties which con 
tribute to the substances’ biological activities. With regard to 
poloxamers in particular, the longer the hydrophilic poly 
oxyethylene chains are, the more water the molecule can 
bind. As these ?exible chains become strongly hydrated they 
become relatively incompressible and form a barrier to 
hydrophobic surfaces approaching one another. The hydro 
phobic component of the poloxamers is typically large, weak 
and ?exible. 

In any of the surface active copolymer series, as the 
percent of ethylene oxide increases, or the molecular weight 
of the hydrophobe decreases, the solubility of the molecule 
in water increases. Of the four groups of copolymers only 
the meroxapol polymers exhibit any solubility in mineral oil. 
The higher the hydrophobic molecular weights, the less 
soluble the copolymer will be in an organic solvent, and the 
same is true for these polymers with higher ethylene oxide 
or propylene oxide concentration. The molecular weight of 
the hydrophobe will also affect the wetting time of any one 
species, and the ethylene oxide/propylene oxide ratio of the 
molecule will in?uence the foaming properties of that 
copolymer. A copolymer’s emulsi?cation properties may 
correlate with hydrophobe molecular weights, and toxicity 
decreases as the ethylene oxide/propylene oxide ratio 
increases and as the molecular weight of the hydrophobe 
increases. 

All four nonionic series are alike in that they derive their 
solubility in water from hydrogen bond formation between 
the many oxygen atoms on the copolymer and protons in the 
water. As the temperature of a solution containing a nonionic 
surfactant is raised, the hydrogen bonds are broken and the 
copolymer clouds out of solution. For example, for polox 
amers the 1% cloud point ranges from a low of 14° C. to a 
high of 100° C., the latter ?gure being the cloud point for the 
most hydrophilic polymers. The poloxamines are similar 
structurally to the poloxamers, and their cloud point range is 
similarly wide. On the other hand, the meroxapols have a 
much narrower cloud point range, and the PLURADOT 
polymers have the lowest maximum cloud point, primarily 
due to their lower ethylene oxide content. 

Although others have postulated that the ability of the 
modi?ed poloxamer 188 to form single molecule micelles 
may play a role in reducing the adhesive properties of 
damaged cell membranes, the current invention is the ?rst to 
recognize that surface active copolymers are capable of 
preventing or minimizing cell membrane perrneabilization 
and repairing perrneabilized membranes. It has been sug 
gested that the hydrophobic central domain of the polymer 
may bind to the hydrophobic portions of the lipid bilayer 
when these groups are exposed following removal of the 
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8 
external layer of the membrane. The manner in which the 
poloxamer is folded when this binding occurs has been 
postulated to assist in the restoration of a non-adhesive cell 
surface. However, the present invention recognizes that 
poloxamers are surprisingly capable not merely of restoring 
a non-adhesive surface, but actually of repairing or poten 
tiating the repair of complete pcrmeations of the entire 
membrane bilayer. 
The present inventor has determined that the synthetic 

surfactant, poloxamer 188 (P188), which has been clinically 
accepted for human intravenous administration, effectively 
seals electroporated membranes of cultured skeletal muscle 
cells when used in concentrations greater than 0.5 mg/ml. 
Furthermore, membrane sealing was observed to enhance 
cell survival, as measured by vital dye (i.e., carboxy?uo 
rescein and trypan blue) assays. 
The in vivo studies described herein further demonstrate 

that P188 has speci?c molecular actions distinct from neu 
tral polysaccharides which are known to adsorb to the lipid 
bilayer of cell membranes (Minetti et al., 1979), and to 
induce cell aggregation (Brooks & Seaman, 1972). P188 is 
herein shown to reach damaged cell membranes in situ via 
intravenous administration and seal them following elec 
tropermeabilization. Most importantly, this membrane seal 
ing effect is shown to prevent tissue necrosis following 
electrical injury. 

For clinical use, injection of a pharmaceutical composi‘ 
tion comprising a sterile ?ltered poloxamer in a suitable 
pharmacological carrier at a dose of between 0.1 mg per ml 
of blood volume to 5 mg per ml of blood volume is expected 
to result in rapid reversal of cell membrane permeabilization 
following electrical injury. In preferred embodiments, it is 
contemplated that the poloxamer will have a molecular 
weight of at least 2,000 but not more than 20,000 Daltons; 
the total molecular weight of the hydrophobe will be 
approximately 950—4,000 Daltons; and the hydrophilic 
groups will constitute approximately 45—95% by weight of 
the poloxamer. More preferably, the hydrophobe will have a 
molecular weight of approximately l,750-3,500 Daltons; 
the hydrophilic groups will constitute approximately 
50-90% by weight of the poloxamer. 

In even more preferred embodiments, a high energy 
phosphate compound, such as, for example, 1% w/v ATP 
and 1% w/v MgCl2 will be co-adrninistered with the polox 
amer. This allows for concomitant re-establishment of the 
cellular energy charge along with repair of the cell mem 
brane, enhancing cell survival following the electrical injury. 
In an alternative preferred embodiment, approximately 10% 
w/v phosphocreatine, a phosphoric acid derivative of creat 
ine which contains an energy-rich phosphate bond, may be 
used in place of A'l‘P-MgCl2 as the high energy phosphate 
compound. Intramuscular injection is also appropriate, with 
a poloxamer concentration of 1-10% w/v. and, in a preferred 
embodiment, ATP at a concentration of 1% w/v and MgCl2 
at a concentration of 1% w/v, or phosphocrcatine at a 
concentration of approximately 10% w/v. 

For topical administration, the poloxamer is presented in 
a pharmacologically appropriate substrate at a concentration 
of 1-10% w/v, and in a preferred embodiment, ATP and 
MgCl2 are present along with the poloxamer at an appro 
priate concentration of 1% w/v and 1% w/v respectively. 
Phosphocreatine at a concentration of approximately 10% 
w/v could be used as an alternative to ATP and MgClZ. The 
sterile substrate containing the poloxamer and high energy 
phosphate compound is applied to the damaged area, 
wrapped as appropriate with sterile dressings, and is reap 



5,605,687 
9 

plied as necessary. Either topical administration or intrave 
nous administration could be supplemented as necessary 
with the other form of administration in cases where dual 
administration is required. 
The following examples are included to demonstrate 

preferred embodiments of the invention. It should be appre 
ciated by those of skill in the art that the techniques 
disclosed in the examples which follow represent techniques 
discovered by the inventor to function well in the practice of 
the invention, and thus can be considered to constitute 
preferred modes for its practice. However, those of skill in 
the art should, in light of the present disclosure, appreciate 
that many changes can be made in the speci?c embodiments 
which are disclosed and still obtain a like or similar result 
without departing from the spirit and scope of the invention. 

EXAMPLE I 

SEALING OF ELECTROPERMEABILIZED 
SKELETAL MUSCLE MEMBRANES IN VIVO 

A. Materials and Methods 
1. In Vitro Muscle Cell Membrane Sealing 
The efficacy of poloxamcr in membrane sealing was 

initially analyzed using isolated rat skeletal muscle cells, 
and compared to dextran or saline controls. Skeletal muscle 
cells were harvested by 0.1% collagenase (Type II, Sigma 
Chemical Co., St. Louis) in phosphate-buffered saline (PBS) 
digestion at 37° C., washed extensively with 10% horse 
serum supplemented PBS and maintained in culture (Bhatt 
et al., 1990; Bischoff, 1986). The cells were maintained 
under physiologic conditions in Dulbeeco’s Modi?ed 
Eagles‘ Medium (DMEM) supplemented with 20% calf 
serum and 2X penicillin/streptomycin until used experimen 
tally after 48 to 72 hours. 

In order to load the cytoplasm with a membrane imper 
meant dye, the cells were preincubated in CaH-free PBS 
containing 1.5 mM MgCl2, 25 mM Hepes buffer, and 20 M 
carboxy?uorescein diacetate (CFDA) for 2 hours. They 
were then incubated in the same solution without CFDA for 
30 minutes prior to transfer to a custom microscope stage 
chamber (Bhatt et al., 1990) containing the buffered Mg‘H 
-PBS and aligned perpendicular to the direction of current 
passage. Carboxy?uorescein content in these 1000><30 
micron (average lengthXdiameter) rat ?exor digitorum 
brevis skeletal muscle cells (n26) was measured by digital 
video data microfluorometry. The intracellular carboxy?uo 
rescein (CF) was excited at 0.21:) 480 nm. The emission at 
(7t,_,m=) 520 nm was converted to standard RS170 video 
format (30 frames/second) with an intensi?ed Hamamatsu 
Neuvicon camera and its output was digitized (512X5l2x16 
bits) using a Hamamatsu C1966 image processor linked by 
Direct Memory Access (DMA) to a DEC VAX Station II 
computer (Digital Equipment Co., Maynard Mass.) (FIG. 1). 

Each data frame consisted of an average of 16 sequential 
frames. Gaussian ?lters were used to perform shading cor 
rection, after which the intracellular pixels were normalized 
to the mean background level; the background ?uorescence 
value was then subtracted from the entire frame by digital 
image processing methods. A computer controlled shutter 
(AZI Model) blocked the excitation beam between measure 
ments to minimize cellular phototoxic effects. The excitation 
intensity was lowered with different neutral density ?lters t0 
the level at which photobleaching did not produce detectable 
?uorescence emission loss over a 10 minute interval. 

Intracellular CF monitoring began at t=0 minutes; the cell 
was then exposed to a single 200 volt/cm, 4-ms duration 
?eld pulse (E in FIG. 2) at t=5 minutes. Data frames were 
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collected at 1 minute intervals. This procedure was repeated 
using PBS supplemented with either 8 mg/ml neutral dex 
tran (10.1 kDa, Sigma Chemical, St. Louis. M0.) or 8 mg/ml 
P188 (BASF Corp, Parsippany, NJ.) in the medium bathing 
the cells (n>5). 
2. In Vivo Muscle Tissue Impedance Responses 

Male Sprague-Dawley rats weighing 275~375 grams 
were anesthetized using intraperitoneal ketamine (100 
mg/kg) and xylazine (13 mg/kg). A biceps femoris muscle 
?ap with an intact arteriovenous pedicle was developed 
(FIG. 3). The cells in this muscle range between 2-3 mm in 
length with diameters between 20—50 microns (Jalfee, 
1928). Care was taken to keep the tissue moist and to avoid 
surgical damage to the muscle cells. Continuous blood llow 
through the vascular pedicle was con?rmed throughout each 
experiment by microscopic examination. 
The low-frequency (<1.0 kHz) electrical impedance of 

skeletal muscle is sensitive to cell membrane integrity (Bhatt 
et al., 1990; Chilbert et al., 1985). The electrical impedance 
of the flap was measured as described by Bhatt et al. (1990). 
To measure membrane resistivity, the muscle flap was 
placed in an electrically insulating 2 (length)><1 (width)><1.5 
(depth) cm chamber within a polysulfonate block con 
structed for making two~port electrical impedance measure 
ments. Immediately prior to impedance measurement, 
excess buffer was blotted from the muscle surface, and the 
cross-section of the muscle ?ap was measured. 
A Wavetek® function generator (model 191, Wavetek® 

Corporation, San Diego, Calif.) and a Kepco® lnc. bipolar 
operational ampli?er (model BOP ZOO-1M, Flushing, NY.) 
con?gured as a current source were used to establish a 100 
Hz sinusoidal one milliamp (peak) current. Two Ag/AgCl 
electrodes mounted ?ve millimeters apart in an epoxy block 
were centrally placed on the muscle surf acc to measure the 
voltage gradient. The potential difference between the 
Ag/AgCl electrodes was measured by a PET differential 
ampli?er (Tektronic® model 11A33) module in a Tektronix 
digital oscilloscope (model 11401, Beaverton, Oreg.) con 
?gured as an impedance spectrometer. The value of the flap 
impedance magnitude parallel to the muscle cell orientation, 
minus the impedance of PBS, was calculated, corrected for 
the cross-section, normalized to its initial value, and used as 
an index for membrane damage (Bhatt et al., 1990; Canaday 
& Lee, 1990). 

After three baseline impedance determinations, sufficient 
isotonic phosphate-buffered saline (PBS) with 50 mM Hepes 
buffer was added to cover the muscle and permit a uniform 
electric ?eld. Sixty unipolar, rectangular, one-ampere cur 
rent pulses, each four milliseconds in duration, induced a 
lSO-volts/cm electric ?eld in the chamber. A 10-second duty 
cycle was set to rrtinimize temperature elevation. The added 
PBS was then removed and post-shock muscle impedance 
was monitored again. The cross-section of the muscle ?ap 
was measured before and after the electrical shock and used 
to calculate resistivity. 

Treatment and control intravenous injections were admin 
istered 20 rrtinutes post-shock into the contralateral femoral 
vein under microscopic visualization. Treated animals 
received bolus injections of460 mg/kg P188 dissolved in 1.8 
ml of isotonic saline. Control animals received either 460 
mg/kg neutral dextran dissolved in isotonic saline or an 
equivalent volume of isotonic saline. Poloxamer and dextran 
injections were randomized and coded so that their identity 
was not known to the experimenter. All preparations were 
?lter-sterilized. For each group, the mean and standard error 
of the mean (SEM) of the normalized resistivity (i.e., 
impedance corrected for cross-section and normalized to the 
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pre-shock value) were calculated. This protocol was carried 
out according to institutional guidelines for animal care. 
Statistical comparisons between sample means were made 
using the Wilcoxon signed-rank test for non-parametric data, 
with the null hypothesis that the means were identical. 

Baseline tests were conducted to determine the effects of 
bath conditions and intravenous injections on the resistivity. 
Resistivity measurements were made every 30 minutes for 
two hours on untreated animals, and on animals which had 
received P188, neutral dextran, or isotonic saline. Dosages 
were designed to yield a peak blood level of 8 mg/ml. 

Joule heating-related temperature changes were estimated 
by measuring bath temperature. A calibrated thermistor was 
centrally placed in the chamber which was packed with 
surgical gauze (surgical gauze has a dc resistivity similar to 
skeletal muscle) and soaked with isotonic PBS with 50 mM 
Hepes buffer. The temperature was taken every 10 pulses up 
to 60 pulses. The pH of the bath was determined using litmus 
paper pre-ealibrated against a Coming® pH meter. 
3. ln Vivo Response Kinetics 
To gain insight into the dose-dependence of the in vivo 

membrane sealing, experiments were performed in which 
several different dosages of P1 88 was injected intravenously 
10 minutes prior to the eleetropermeabilization of the flap. 
The flap and the impedance measurement was set up as 
described above. Impedance was monitored at 5-minute 
intervals using the methods previously described. 
4. Post-Injury Tissue Survival 

Further studies were conducted to examine the effect of 
P188 on muscle survival under electrical exposure condi 
tions simulating accidental electrical shock. In these studies 
the skin overlying the flexor digitorum brevis (FDB) muscle 
of the hind foot was raised as a ?ap to expose the muscle. 
The foot was immersed in the chamber previously 
described, saline was added to cover the foot, and a 150 
volts/cm 60-Hz sinusoidal current was applied for 5 sec 
onds. Either P188 or an equivalent volume of isotonic saline 
was injected intravenously 15 minutes post-shock, using 
doses identical to those used in resistivity studies. The peak 
temperature of the bath immediately following current ces 
sation was recorded using a calibrated thermistor. The ?ap 
was closed with sutures and cyanoacrylate glue and the foot 
placed in a bulky dressing. At 4 and 24 hours post-shock 
each animal was again anesthetized and additional intrave 
nous doses of either P188 or isotonic saline were given. 
Seventy-two hours later the animal was sacri?ced and the 
FDB muscle was removed and ?xed in neutral‘buffered 
formalin. 
B. RESULTS 
1. CF Membrane Permeation 

Skeletal muscle cells isolated from the ?exor digitorum 
brevis muscle ranged from 800 to 1200 microns in length 
and 25 to 30 microns in diameter, which is in accordance 
with previously described results (Lee et al., 1988; Gaylor, 
1989). Such muscle cells were observed to maintain their 
normal sarcoplasrnic striations and shape in culture. The 
viability of the cells was affirmed by the intracellular incor 
poration and catalysis of CFDA to its ?uorescent form, CF. 
A single 4-millisecond duration ?eld pulse electroperme 

abilized the 100% of the test cells. This was manifested by 
a loss of dye from the cell (FIG. 2). In control cells the dye 
loss kinetics exhibited a single exponential decay with a 
characteristic time constant of approximately 284 seconds. 
For cells bathed in either P188 or dextran the step increase 
in membrane permeability observed immediately following 
the ?eld pulse was followed by a smooth reduction in the 
slope of the dye loss curve. For the dextran treated cells the 
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12 
slope approached but never reached the pre-shock (near' 
zero) level. However, the dye loss rate from Pl88 treated 
cells return to the near-zero value. In effect, it was observed 
that Pl88 or low»molecular-weight (l l-kDa) neutral dextran 
retarded CF release from clectropermeabilized rat muscle 
cells. Further, while dextran retarded CF loss, 8 mg/ml P188 
completely arrested transmembranc CF flux. 
2. Tissue Impedance Responses 

Exposure to the electric ?eld pulses used in this study 
caused an abrupt and substantial fall in muscle tissue resis 
tivity values (FIG. 4). The resistivity drop averaged 
49.9i3.6% (meanistandard error of mean) of initial values. 
Treatment with intravenous P188 was found to restore flap 
resistivity to 77.4i4.8% of initial values; which change was 
statistically signi?cant (p<0.05). Intravenous treatment with 
neutral dextran or isotonic saline had no effect on resistivity 
values (44.8i8.3% and 39.0i3.0%, respectively, p>0.l in 
both cases). The resistivity changes seen after P188 treat 
ment occurred within 15 minutes of administration and 
resistivity was stable for at least two hours. No signi?cant 
spontaneous changes in resistivity were observed in post 
shock control animals which were monitored for two hours 
(n=5). 

In animals pre-loaded with 8 mg/kg P188 (n:5), post 
shoek ?ap resistivity averaged 96.3il.8% of initial values 
(p>0.l) (FIG. 4). Baseline studies were conducted to deter 
mine the effects of bath conditions and intravenous injec 
tions on the resistivity. Resistivity measurements were made 
every 30 minutes for two hours on untreated animals, and on 
animals which had received P188, neutral dextran, or iso 
tonic saline. Dosages were designed to yield a peak blood 
level of 8 mg/ml. No signi?cant spontaneous changes in ?ap 
resistivity were observed in unshocked, untreated animals or 
in unshocked animals receiving intravenous P188, neutral 
dextran, or isotonic saline. 

Bath temperatures increased by less than l.5° C., and no 
pH changes in the bath medium were detected during or after 
the electric shock series of 60 pulses. Temperature studies 
made during actual muscle ?ap electric ?eld exposure 
yielded identical results. 
The kinetic response for a range of P188 dosages were 

also determined. Animals pre-loaded with saline did not 
demonstrate spontaneous recovery over a one-hour period 
(FIG. 5). In contrast, all P188 pre-loaded animals manifested 
complete membrane sealing following electropermeabiliza 
tion, and the rate of membrane sealing was dose~dependent 
(FIG. 5). 
3. Effect on Post-shock Survival 

For the ?exor digitorum brevis muscle studies, a 100 
volts/cm (peak) sinusoidal ac current was passed for 5 
seconds through a bath containing the rat hind foot; the 
plantar skin was open as a ?ap exposing the flexor digitorum 
brevis. Bath temperature peaked at 5 seconds (when the 
current was turned 06), with an average change of 16° C. 
(reaching a maximum of 37° C.). Within 24 hours after 
electrical shock there was a readily detectable difference in 
tissue swelling between control and P188 treated animals. 
Pl 88 treatment substantially reduced tissue edema, suggest 
ing a reduction in inflammation. 
The histomorphology of poloxamer-exposed and control 

muscle, as assessed in photornicrographs following H & E 
staining, was markedly distinct (FIG. 6). The architecture of 
the P188 exposed muscles (FIG. 6b) was signi?cantly less 
edematous, and has fewer inflammatory changes in com 
parison with saline-exposed tissue (FIG. 6a). The morphol 
ogy and extent of changes in the P188 treated group were 
similar to those observed in tissue adjacent to a surgically 
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closed wound. The intracellular matrix of the poloxamer 
treated group of muscle cells appears to be intact, while the 
cells in saline-treated tissue are fewer in number and show 
evidence of extensive damage. 

As described immediately above, intravenous administra 
tion of P188 was found to be effective for delivering the 
surfactant to the muscle cell membrane. 11 restored mem 
brane integrity to isolated muscle cells and to 77% of 
pre-shock values within intact tissue. Loss of intracellular 
material with concomitant cell shrinkage (DiVincenti et al., 
1969) and disruption of the histoarehitecture (Jaffee, 1928) 
may explain the incomplete recovery in vivo. This expla 
nation is consistent with the absence of a permanent resis 
tivity drop in animals which were preloaded with P188 
because membrane sealing would have occurred rapidly 
preventing any loss of intracellular content. 

P188 administration was effective in reducing tissue dam 
age resulting from electropermeabilization of flexor digi 
torum brevis cell membranes. Histologic evidence of muscle 
inflammation and damage was still evident, although sub 
stantially less than that seen in control animals. The presence 
of in?ammation despite P188 administration may be the 
result of surgical injury during the surgical manipulation of 
the skin flaps or perhaps because of non-uniformity in the 
delivery of P188 to the muscle. 
The present results represent the ?rst report of in vivo 

repair of damaged cell membranes. It now appears that a 
direct approach exists for the treatment of illnesses which 
are primarily related to cell membrane damage, setting the 
stage for the development of effective medical therapy for 
victims of high-voltage electrical shock. 

EXAMPLE ll 

HUMAN TREATMENT PROTOCOLS 

The following example discloses methods of treatment for 
a human subject suffering from an electrical injury. In 
certain embodiments, it is proposed that 0.1-5 mg/ml blood 
volume of sterile, Millipore ?ltered poloxamer 188 or 1107 
(available from BASF Co., Parsippany, NJ.) or Rheo 
thRXTM (a formulation of poloxamer 188 available from 
CytRx® Corp., Atlanta, Ga.) in a pharmaeeutically appro 
priate carrier (e. g., sterile water or buffered saline) would be 
injected either into a suitable vein, or intramuscularly. 
Administration may repeated daily as appropriate depending 
upon the severity of the injury and the response of the 
individual to the poloxamer treatments. 

It is considered to be even more advantageous to admin 
ister the polymer with a high energy phosphate compound 
such as 1% w/v ATP and 1% w/v MeCl2, or 10% w/v 
phosphocreatine, so that the healing of any membrane 
damage which might have occurred can be potentiated 
through the recharging of cellular energy stores. 

Alternatively, l to 10% w/v poloxamer 188 or 1107 may 
be suspended in a pharrnaceutically appropriate sten'le oint 
ment (e.g., an oil-in<water type emulsion base) or in sterile 
water in an aerosol container for direct topical application to 
the injured tissue. The site of injury would then be bandaged 
with appropriate dressings and the poloxamer suspension 
reapplied as necessary, for example, up to six times per day 
every four hours. In addition, the poloxamer suspension for 
topical application could also contain a high energy phos 
phate compound for recharging of cellular energy stores and 
further potentiation of cell repair. Phosphocreatine (10% 
w/v) or ATP (1% w/v) and MgCl2 (1% w/v) are examples of 
preferred high energy phosphate compounds. Depending 
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upon the severity and depth of the tissue injury. the polox 
amer and high energy phosphate compounds could be mad 
ministered to the same patient both parentcrally and topi 
cally. 1n this way, deep tissue injuries can be treated through 
parenteral administration. and surface lesions treated 
directly by topical application. Dose and application regi 
men need not be varied in cases where oral application is 
indicated. 

While the compositions and methods of this invention 
have been described in terms of preferred embodiments, it 
will be apparent to those of skill in the art that variations may 
be applied to the composition, methods and in the steps or 
in the sequence of steps of the method described herein 
without departing from the concept. spirit and scope of the 
invention. More speci?cally, it will be apparent that certain 
agents which are both chemically and physiologically 
related may be substituted for the agents described herein 
while the same or similar results would be achieved. All 
such similar substitutes and modi?cations apparent to those 
skilled in the art are deemed to be within the spirit. scope and 
concept of the invention as de?ned by the appended claims. 
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What is claimed is: 
l. A method of reducing animal tissue damage due to 

electrical injury comprising treating the affected tissue topi 
cally with a composition consisting essentially of an amount 
of a surface active copolymer, selected from the group 
consisting of a poloxamcr, meroxapol, poloxaminc and 
PLURADOT® polyol, that is effective to reduce damage to 
the tissue by stabilizing cellular membranes or reducing 
membrane permeability, the surface active copolymer hav 
ing a molecular weight of between about 2,000 and about 
20,000 Daltons and from about 45 % to 95 % hydrophobic 
groups by weight of the copolymer; in a pharmaceutically 
acceptable topical vehicle, wherein the composition is 
administered topically to the electrically injured tissue. 

2. A method of reducing animal tissue damage due to 
electrical injury comprising treating the affected tissue by 
administering intravenously or intramuscularly to the animal 
a composition comprising an e?fectivc amount of a surface 
active copolymer, selected from the group consisting of 
poloxamcr, meroxapol, poloxamine and PLURADOT® 
polyol, the amount being effective to reduce damage to the 
tissue by stabilizing cellular membranes or reducing mem 
brane permeability, the surface active copolymer having a 
molecular weight of between about 2,000 and about 20,000 
Daltons and from about 45 % to 95 % hydrophobic groups 
by weight of the copolymer; in a pharmaceutically accept— 
able intramuscular or intravenous vehicle, wherein the com 
position is administered intramuscularly or intravenously to 
the electrically injured tissue. 

3. The method of claim 1, wherein the composition 
consists essentially of about 1% to about 10% (w/v) of the 
copolymer. 
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4. The method as in claims 1 and 2, wherein the polox 

amcr has the general formula: 

wherein, a is an integer such that the hydrophobe repre 
sented by (C3H6O)a has a molecular weight of approxi 
mately 950 to 4,000; and b is an integer such that the 
hydrophile represented by (C2H4O),, constitutes approxi 
mately 45% to 95% by weight of the poloxamcr. 

5. The method of claim 4, wherein the poloxamcr has the 
general formula: 

HO . (cg-140),, . (0,1460), - (0,1440), - H 

wherein, a is an integer such that the hydrophobc repre 
sented by (CBHGOL, has a molecular weight of approxi 
mately 1,750 to 3,500, and b is an integer such that the 
hydrophile represented by (021160), constitutes approxi 
mately 50% to 90% by weight of the poloxamcr. 

6. The method of claim 1, wherein said composition 
further comprises a high-energy phosphate compound. 

7. The method of claim 6, wherein the high energy 
phosphate compound comprises ATP-MgCl2. 

8. The method of claim 6, wherein the high energy 
phosphate compound comprises phosphocreatine. 

9. The method as in claims 1 or 2, wherein the animal is 
a human subject. 

10. The method of claim 2 wherein when the composition 
is administered intravenously it is administered in a dose 
that is effective to deliver from about 0.1 mg of the copoly 
mer per milliliter of blood volume to about 5 milligram per 
milliliter of blood volume, and when the composition is 
administered intramuscularly the administered composition 
comprises from about 1% to about 10% weight of copoly 
mer to volume of composition. 

* * * * * 


